Washington University School of Medicine

Digital Commons@Becker
Open Access Publications
2019

Involvement of surfactant protein D in Ebola virus infection
enhancement via glycoprotein interaction
Anne-Laure Favier
Institut de Recherche Biomédicale des Armées

Olivier Reynard
Université Lyon

Evelyne Gout
Université de Grenoble Alpes

Martin van Eijk
Utrecht University

Henk P. Haagsman
Utrecht University

See next page for additional authors

Follow this and additional works at: https://digitalcommons.wustl.edu/open_access_pubs

Recommended Citation
Favier, Anne-Laure; Reynard, Olivier; Gout, Evelyne; van Eijk, Martin; Haagsman, Henk P.; Crouch, Erika;
Volchkov, Viktor; Peyrefitte, Christophe; and Thielens, Nicole M., ,"Involvement of surfactant protein D in
Ebola virus infection enhancement via glycoprotein interaction." Viruses. 11,1. 15. (2019).
https://digitalcommons.wustl.edu/open_access_pubs/7419

This Open Access Publication is brought to you for free and open access by Digital Commons@Becker. It has been
accepted for inclusion in Open Access Publications by an authorized administrator of Digital Commons@Becker.
For more information, please contact vanam@wustl.edu.

Authors
Anne-Laure Favier, Olivier Reynard, Evelyne Gout, Martin van Eijk, Henk P. Haagsman, Erika Crouch, Viktor
Volchkov, Christophe Peyrefitte, and Nicole M. Thielens

This open access publication is available at Digital Commons@Becker: https://digitalcommons.wustl.edu/
open_access_pubs/7419

viruses
Article

Involvement of Surfactant Protein D in Ebola Virus
Infection Enhancement via Glycoprotein Interaction
Anne-Laure Favier 1,2, *, Olivier Reynard 3 , Evelyne Gout 4 , Martin van Eijk 5 ,
Henk P. Haagsman 5 , Erika Crouch 6 , Viktor Volchkov 3 , Christophe Peyrefitte 1
and Nicole M. Thielens 4
1
2
3

4
5

6

*

Unité de Virologie, Institut de Recherche Biomédicale des Armées, 91220 Brétigny-sur-Orge, France;
cpeyrefitte2000@yahoo.fr (C.P)
Unité Imagerie; Institut de Recherche Biomédicale des Armées, 91220 Brétigny-sur-Orge, France
Molecular basis of viral pathogenicity, Centre International de Recherche en Infectiologie (CIRI),
INSERM U1111—CNRS UMR5308, Université Lyon 1, ENS de Lyon, 69365 LYON CEDEX 07, France;
olivier.reynard@inserm.fr (O.R); viktor.volchkov@inserm.fr (V.V)
Université de Grenoble Alpes, CNRS, CEA, IBS, F-38000 Grenoble, France; evelyne.gout@ibs.fr (E.G);
nicole.thielens@ibs.fr (N.M.T)
Division of Molecular Host Defence, Department of Infectious Diseases and Immunology,
Faculty of Veterinary Medicine, Utrecht University, 3512 Utrecht, The Netherlands; M.vanEijk@uu.nl (M.v.E);
h.p.haagsman@uu.nl (H.P.H)
Department of Pathology and Immunology, Washington University School of Medicine,
St. Louis, MO 63110, USA; crouch@wustl.edu (E.C)
Correspondence: favier03al@yahoo.fr; Tel.: +33-1-78-65-13-50; Fax: +33-1-78-65-16-46

Received: 30 November 2018; Accepted: 22 December 2018; Published: 26 December 2018




Abstract: Since the largest 2014–2016 Ebola virus disease outbreak in West Africa, understanding of
Ebola virus infection has improved, notably the involvement of innate immune mediators. Amongst
them, collectins are important players in the antiviral innate immune defense. A screening of Ebola
glycoprotein (GP)-collectins interactions revealed the specific interaction of human surfactant protein
D (hSP-D), a lectin expressed in lung and liver, two compartments where Ebola was found in vivo.
Further analyses have demonstrated an involvement of hSP-D in the enhancement of virus infection
in several in vitro models. Similar effects were observed for porcine SP-D (pSP-D). In addition,
both hSP-D and pSP-D interacted with Reston virus (RESTV) GP and enhanced pseudoviral infection
in pulmonary cells. Thus, our study reveals a novel partner of Ebola GP that may participate to
enhance viral spread.
Keywords: surfactant protein; SP-D; Ebola virus; Reston virus; collectin; glycoprotein; interaction;
pig; innate immunity

1. Introduction
The Ebolavirus genus is composed of five species, Zaire ebolavirus (type virus, EBOV),
Sudan ebolavirus (type virus, SUDV), Tai Forest ebolavirus (type virus, TAFV), Bundibugyo ebolavirus (type
virus, BDBV), and Reston ebolavirus (type virus, RESTV). EBOV is responsible for severe, often fatal,
hemorrhagic fever in humans and nonhuman primates (NHPs) while RESTV is nonpathogenic in
humans, but lethal in some NHPs. The last five years have seen the emergence of Ebola outbreaks in
unexpected or civil war locations, rendering their control extremely difficult. Since the 2014–2016 EBOV
outbreak in West Africa, our perception of the global threat posed by the Ebolavirus has changed [1],
leading to a better understanding of how EBOV infection takes place [2]. Surprisingly, in numerous
cases, when patients fully recovered, the virus was still present in eyes, placenta, semen, breast milk,
Viruses 2019, 11, 15; doi:10.3390/v11010015

www.mdpi.com/journal/viruses

Viruses 2019, 11, 15

2 of 17

and lungs, and evidence has emerged that EBOV was able to persist in immune-privileged sites in
the body for over several months after its clearance [3–6]. Altogether these findings increased the
concerns with regard to control and containment of possible future outbreaks, now including the 2018
outbreak in Congo [7,8]. Moreover, the mechanisms by which the virus causes disease in humans
remain insufficiently understood, notably the mechanism leading to tissue invasion by the virus.
The role of lectins has been highlighted by several authors and several members of this protein family
have been shown to interact with the Ebola glycoprotein (GP) to modify its infectivity. EBOV is known
to have a wide cell tropism and cell surface attachment occurs through GP binding to membrane
co-receptors, among them lectins (dendritic cell-specific ICAM-grabbing non-integrin/Liver/lymph
node-specific intercellular adhesion molecule-3-grabbing integrin, Macrophage galactose binding
lectin, Liver and lymph node sinusoidal endothelial cell C-type lectin for DC-SIGN/L-SIGN, MGL,
LSECtin, respectively) and other receptors expressed by sensitive cells [9–14]. Previous studies have
indicated a role for endogenous circulating mannose-binding lectin (MBL), a member of the collectins
family [15], in Ebola infection [16,17]. Depending on the serum conditions, MBL influences Ebola
infection, resulting in an enhancement in low complement conditions [18]. In contrast, treatment of
mice infected with EBOV using high doses of recombinant MBL had a protective effect [19]. Moreover,
independently from the serum complement, a specific interaction involving ficolin-1, a member of the
soluble defence collagens family, with EBOV GP resulted in enhancement of virus infection instead of
tipping the balance towards its elimination [20].
In this context, we investigated the importance of pulmonary surfactant proteins A (SP-A) and
D (SP-D), which play pivotal roles in the innate immune defense of several organs, notably lungs
and liver, in EBOV infection. Importantly, SP-A is much more restricted to the lung while SP-D is
also present in different mammalian mucosal tissues—including liver, spleen, kidney, lacrimal glands,
gastrointestinal tract, and testis [21,22]—organs that are, for some of them, altered during Ebola
virus pathology/infection [23].
SP-A and SP-D belong to a family of soluble humoral pattern recognition receptors known as
the collectins. These multimeric glycoproteins play an important role in the defense against invading
microorganisms, especially in pulmonary tissues. Direct antimicrobial neutralization (binding and
aggregation) is often followed by a proinflammatory response to destroy the pathogen [24] and prevent
further spread via enhanced phagocytosis of opsonized microbes via macrophages and neutrophils [25,26].
SP-D is a calcium-dependent (C-type) lectin assembled from subunits comprising a C-terminal
globular carbohydrate recognition domain (CRD) and a triple helical collagen domain that can
multimerize into assemblies of four trimers (dodecamers) and to a lesser extent, depending on
pH conditions, into larger oligomers (fuzzy balls) [27]. SP-D is synthesized and constitutively
secreted into the airspaces by two types of pulmonary epithelial cells, alveolar type II cells, and Clara
cells. SP-D immune activity [28,29] results from its pattern recognition activity towards multiple
carbohydrate ligands present on bacteria, fungi, or viruses [30–34]. Differences in the glycan binding
specificities of SP-D from different animal species have been reported. Interestingly, specific structural
features of the CRD of pSP-D, including a unique sugar binding site and an N-linked oligosaccharide,
have been shown to contribute to its distinct activity against influenza A virus (IAV) [35,36].
Many surface viral glycoproteins have been shown to interact with SP-D, notably G and F from
respiratory syncytial virus (RSV), HA from IAV, gp120 from HIV, and A27 from vaccinia virus (VACV).
In several cases a protective role of SP-D against various viral pathogens has been demonstrated, as for
IAV, RSV, and VACV [34,37–44]. At present, there is no evidence for the involvement of those collectins
in the innate host defense against EBOV.
The present work characterizes the interplay between EBOV and surfactant defense collectins,
more particularly human and porcine SP-D.
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2. Materials and Methods
2.1. Cells
Both Vero E6 cells (Clone E6 of African green monkey kidney cells, ATCC CRL-1586) and human
embryonic kidney (HEK) 293T cells (ATCC CRL-1573) were grown in Dulbecco's modified Eagle
medium (DMEM) containing 0.11 g/L pyruvate and 4.5 g/L glucose (Gibco). A549 cells (human lung
carcinoma cell line, ATCC CCL-185) were grown in F12K medium (Gibco). For the cell culture, media
were supplemented with 10% heat-inactivated (56◦ C, 30 min) fetal calf serum (FCS) (Gibco) and 1%
antibiotics (100 U/mL of penicillin and 100 µg/mL of streptomycin, Gibco). Cells were cultured at
37 ◦ C in a 5% CO2 atmosphere.
2.2. Viruses
2.2.1. Replicative Viruses
The recombinant vesicular stomatitis virus (VSV) expressing the glycoprotein of EBOV (Mayinga
strain) (rVSV-GP) was generated via reverse genetics using a clone of the VSV Indiana serotype
containing the GP EBOV open reading frames that were cloned instead of VSV G [45]. rVSV-GP
and wild-type EBOV (Mayinga) viruses were produced in Vero E6 cells in DMEM containing 3%
FCS. rVSV-GP was propagated under BSL2 conditions and quantified using plaque forming units
(PFU). Experiments using Ebola virus were performed in the BSL4 INSERM laboratory Jean Merieux
(Lyon, France). EBOV was quantified via plaque assay and revealed using immunohistochemistry
(IHC). The day before experimental infection, cells were seeded in multi-wells plates with DMEM
medium supplemented with 5% FCS. Before virus infection, cells were rinsed with glucose-free DMEM
(Gibco), supplemented with 1% antibiotics. Infection was performed in glucose-free DMEM, in the
absence of FCS. For purified EBOV production (Mayinga-EBOV expressing the green fluorescent
protein, GFP) [46,47], Vero E6 cells were progressively adapted to grow in a serum-free medium
(VPSFM, Life Technologies, Carlsbad, CA, USA) during five passages. EBOV-GFP virus was inoculated
at a MOI (multiplicity of infection) of 0.05 and the supernatant was harvested five days post-infection.
The supernatant was clarified from cell debris by low speed centrifugation (1500× g, 10 min) and then
loaded over a 20% sucrose cushion in 10 mM Tris; 150 mM NaCl, 1 mM EDTA, and pH 7.4. Virions
were pelleted using ultracentrifugation for 2 h at 134,600× g in a SW32 rotor (Beckman Coulter,
Fullerton, CA, USA) and the pellet was suspended in 3 mL of phosphate-buffered saline (PBS)
containing calcium and magnesium.
2.2.2. Non-Replicative Virus
Recombinant non-replicative vesicular stomatitis virus (VSV) particles expressing the red fluorescent
protein (rVSV-RFP) were pseudotyped with RESTV GP (rVSV-RFP-GP-R) as described previously [48].
2.3. Reagents
Hemagglutinin (HA) peptide, anti-HA agarose, and rabbit HA epitope tag antibody were
purchased from Pierce, Waltham, Massachusetts, USA. Peroxidase-conjugated goat anti-rabbit
and anti-mouse IgG antibodies were purchased from Jackson ImmunoResearch, Cambridge,
UK. Both mouse monoclonal anti-nucleoprotein (NP) (clone ZDD4) and anti-VP40 (clone
9B2-F2) were produced in-house and diluted at 1:500 and 1:100, respectively. Low viscosity
carboxymethylcellulose, mannan, and fatty acid-free bovine serum albumin (BSA) were purchased
from Sigma Aldrich, St Louis, MO, USA. True Blue peroxidase substrate was purchased from Seracare
KPL (Milford, MA, USA). Protein low binding (LoBind) 1.5 mL tubes were purchased from Eppendorf
France SAS (Montesson, France) and 1 M N-2-Hydroxyethylpiperazine-N-2-Ethane Sulfonic Acid
(HEPES) solution was from Invitrogen (Carlsbad, CA, USA).
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2.4. Recombinant Proteins
Recombinant MBL, produced and purified as described previously [49] was kindly provided
by NatImmune (Copenhagen, Denmark). Recombinant human SP-D dodecamers were expressed in
CHO-K1 cells and purified as previously described [50]. Recombinant trimeric neck + carbohydrate
recognition domain fusion proteins (NCRDs) from human (hNCRD and the E321K mutant (mutNCRD))
and rat (rNCRD) species were expressed in bacteria and purified as previously described [51,52].
Recombinant full-length porcine SP-D (pSP-D) was produced in HEK293 cells and purified as described
previously [53]. All preparations used for these studies had low endotoxin levels (ranging between
0.27–45.2 ng). AP-SP-A was a kind gift from Dr J.R. Wright (Duke University, Durham, North Carolina,
USA). Recombinant human SP-A (rSP-A) was kindly provided by Dr F. McCormack (University
of Cincinnati, Cincinnati, Ohio, USA). The molecular size of proteins was estimated as followed:
516 and 600 kDa for hSP-D and pSP-D (composed of twelve identical polypeptides of 43 and 50 kDa,
respectively), 72 kDa for both hNCRD and mutNCRD (composed of three identical CRD domains
of 24 kDa). Recombinant human ficolin-1 was expressed in S2 insect cells and purified as described
previously [54]. Recombinant human ficolin-2 and ficolin-3 were produced in Chinese hamster ovary
cells and purified by affinity chromatography on N-acetyl cysteine–Sepharose for ficolin-2 [55] and on
acetylated BSA-Sepharose for ficolin-3 [50].
The recombinant GP of EBOV (Mayinga strain) was expressed in 293T cells from pDISPLAY-HA-GP
plasmid kindly provided by Pr. E. Ollmann Saphire (Scripps Institute, La Jolla, LA, USA) and purified as
described previously [56,57]. Two kinds of trimeric recombinant GPs were used: the transmembrane (TM)
domain-deleted protein (residues 33-632; GP∆TM) and the mucin and TM domains-deleted protein (GP∆TM
sequence with deletion of residues 312–463, GP∆muc∆TM). The molecular size of soluble monomers was
estimated from sodium dodecyl sulfate polyacrylamide gel electrophoresis SDS-PAGE analysis to 150 kDa
for GP∆TM [57] and 50 kDa for GP∆muc∆TM [58]. His-tagged recombinant EBOV and RESTV GPs devoid
of TM domain and produced in Sf9 insect cells (baculovirus expression system) were purchased from IBT
Bioservices, Rockville, Maryland, USA (Z-GP∆TM-b and R-GP∆TM-b). The trimeric nature of the GP
recombinant protein was assessed using native PAGE analysis.
2.5. Interaction of SP-D with GP via an Overlay Assay
One hundred microliters of purified protein solutions (1 µg/spot) were dotted onto
HybondC-extra nitrocellulose membranes (GE Healthcare Lifescience, Pittsburgh, PA, USA).
Membranes were blocked for 1 h at room temperature (RT) in Tris-buffered saline containing 0.05%
Tween 20, 10 mM CaCl2 , and 5% skim milk. The membranes were then incubated overnight at RT in
the same buffer containing 2 µg/mL of purified GP∆TM, washed three times for 20 min, and incubated
for 1 h at RT with rabbit anti-HA antibody (1/200). After three 20-min washes, the membranes were
incubated for 1 h with anti-rabbit horseradish peroxidase conjugate (1/10,000). After three 20-min
washes, interaction was detected using a chemiluminescence measurement.
2.6. Surface Plasmon Resonance Analyses with Immobilized GP Proteins and Data Evaluation
Surface plasmon resonance (SPR) analyses were performed on a BIAcore 3000 instrument
(GE Healthcare, Pittsburgh, PA, USA) at 25 ◦ C. GP proteins and fatty acid-free BSA were diluted
to 10 µg/mL in 10 mM sodium acetate, and pH 4.0, and covalently immobilized on CM5 sensor
chips in 10 mM HEPES, 150 mM NaCl, 3 mM EDTA, and pH 7.4 containing 0.005% surfactant
P20 using amine coupling chemistry, according to the manufacturer’s instructions (GE Healthcare).
Binding was measured at a flow rate of 20 µL/min in 50 mM triethanolamine-HCl, 145 mM NaCl,
and pH 7.4, or in 10 mM HEPES, 150 mM NaCl, and pH 7.4, containing 0.005% surfactant P20 and
5 mM CaCl2 . Forty microliters of each soluble analyte at the desired concentrations were injected over
the immobilized ligands, and the surfaces were regenerated using 10 µL injections of the running buffer
containing 10 mM EDTA and, if needed, 1 M NaCl and 10 mM EDTA. A control flow cell submitted to
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all coupling steps without immobilized protein or with immobilized fatty acid-free BSA was used as a
reference, and the specific binding signal was obtained through subtracting the background signal
over the reference surface.
Kinetic data were analyzed via global fitting to a 1:1 Langmuir binding model of both the
association and dissociation phases for at least four SP-D concentrations simultaneously, using the
BIAevaluation software (version 3.2, GE Healthcare). Buffer blanks were subtracted from the datasets
used for kinetic analysis (double referencing). The apparent equilibrium dissociation constants (KD s)
were calculated from the ratio of the dissociation constant (kd ) and association rate constant (ka ) (kd /ka ).
The values provided were the means ± standard deviations (SDs) from two independent experiments.
Although the interaction of oligomeric SP-D with the trimeric GP∆TM was inherently more complex
than a simple 1:1 binding model, this model was used for data fitting for comparison purposes and
yielded satisfactory chi-square values (<2.5).
2.7. Virus Infection Assay in the Presence of Collectins
2.7.1. Vero E6 Experiments
Vero E6 cells were seeded to obtain confluent plates after 24 h of culture in 24-well Multi-Well
plates (MW). Replicative viruses (wtVSV, rVSV-GP, and EBOV), and non-replicative GP-pseudotyped
particles (rVSV-RFP-GP-R) were incubated with 10 µg/mL of defense collagens (MBL, AP-SP-A,
hSP-D, and pSP-D) for 1 h at 37 ◦ C in 10 mM HEPES and 5 mM CaCl2 buffer in LoBind 1.5 mL
tubes. During this time, cells were rinsed with fresh glucose-free DMEM containing 1% antibiotics.
Then, virus-protein mixtures were incubated with cell monolayers at 37 ◦ C in a 5% CO2 atmosphere
during one hour at the following multiplicity of infection (MOI): 5 × 10−4 for wtVSV-GP, 1 x 10−4 for
rVSV-GP, 2 × 10−4 for wt-EBOV, 2 × 10−5 for purified EBOV-serum free, and 1 for rVSV-RFP-GP-R in
24-well culture plates. For replicative viruses, a low MOI was selected to get a PFU number without
loss of resolution after the infection enhancement. Cells were rinsed with glucose-free DMEM and
covered with 1.5 mL fresh medium (1:1 carboxymethylcellulose (CMC); DMEM 5% FCS), then cultured
for an additional 48 h period and 6 days for VSV and EBOV, respectively. For VSV infection, cells
were fixed by adding 0.75 mL of fixing and staining solution (0.2% crystal violet, 4.5% formaldehyde,
and 7.5% ethanol in PBS) per well for 2 h. Wells were rinsed twice with water and PFUs were
counted. For EBOV infection, the CMC-DMEM mix was removed; cells were fixed by adding a 4%
formaldehyde-PBS solution for 10 min and permeabilized by 0.5% Triton X-100 in PBS for 4 min. Then,
immunohistochemistry was performed with an anti-nucleoprotein (NP) antibody (1/500) followed by
peroxidase-conjugated goat anti-mouse antibody (1/1000). Plaques were visualized by adding 250 µL
of True Blue substrate. For the rVSV-RFP-GP-R recombinant virus expressing a reporter gene, cells were
covered with fresh medium and cultured for an additional 8-h period and flow cytometry analysis was
performed on a Macsquantify VYB flow cytometer (Miltenyi Biotech, Bergisch Gladbach, Germany) as
described previously [20]. For each condition, 20,000 events were analyzed, and experiments were
performed three times.
2.7.2. A549 Experiments
Similarly, A549 cells were seeded to obtain confluent plates after 24 h of culture in 24-well MW
plates. Non-replicative GP-pseudotyped particles rVSV-RFP-GP-R were incubated with collectins.
Then, virus-protein mixes were incubated with cell monolayer at 37 ◦ C in 5% CO2 atmosphere during
one hour at MOI 1. Cells were analyzed 8 hours post infection on a Macsquantify VYB flow cytometer
(Miltenyi Biotech, Bergisch Gladbach, Germany). For each condition, 20,000 events were analyzed,
and experiments were performed two times.
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2.8. Statistical Analyses
For in vitro studies, the two-tailed unpaired Student’s t-test was performed. Values of p < 0.05
were considered significant.
3. Results
3.1. Identification of GP Interaction with SP-D
The interaction of EBOV GP with human surfactant proteins was first analyzed using an overlay
assay. Purified human alveolar proteinosis surfactant protein A (AP-SP-A), recombinant SP-A (rSP-A),
and recombinant SP-D (hSP-D) were dotted onto nitrocellulose membranes (with MBL and ficolin-1
as a positive control and ficolin-2 and -3 as the negative controls) and incubated with the soluble
trimeric form of GP (GP∆TM). GP binding was detected using a specific anti-HA tag antibody. Apart
from ficolin-1 and MBL, previously shown to interact with GP [20], SP-D was the only protein to
display a robust binding signal (Figure 1A). AP-SP-A and rSP-A were devoid of GP binding capacity,
as observed for ficolin-2 and ficolin-3 (Figure 1A and Reference [20]).
To better characterize those interactions, SPR spectroscopy was used to investigate the interaction
of SP proteins with GP∆TM. hSP-D readily bound to immobilized GP in the presence of calcium
ions as did the positive control MBL, whereas no interaction was observed for AP-SP-A and rSP-A
(Figure 1B), in accordance with the data obtained by the overlay assay. Binding of hSP-D to GP
was calcium-dependent, as observed previously for MBL [20], since regeneration of the surface was
achieved by injection of EDTA-containing solutions.

Figure 1. Interaction of hSP-D with the GP of EBOV. (A) Binding detection via overlay assay. hSP-D was
dotted onto nitrocellulose membranes and incubated with 1 µg/mL of purified HA-tagged GP∆TM.
After three washes, bound GP was detected with an anti-HA tag antibody and revealed using enhanced
chemiluminescence (ECL). GP∆TM (5 ng/spot) and BSA (2 µg/spot) were dotted as positive and
negative controls, respectively. 1, hSP-D; 2, AP-SP-A; 3, rSP-A; 4, ficolin-2; 5, ficolin-1; 6, ficolin-3;
7, MBL; 8, BSA; 9, GP∆TM. (B) SPR analysis of the interaction of human collectins with immobilized
GP∆TM of EBOV. Forty microliters of MBL, hSP-D, rSP-A, and AP-SP-A (2 µg/mL) were injected over
8000 RU of immobilized GP∆TM in 20 mM HEPES, 150 mM NaCl, 5 mM CaCl2 , 0.005% surfactant P20,
and pH 7.4. The specific binding signals were obtained by subtracting the background signals over a
reference surface with 3600 RU of immobilized fatty-free BSA. The results shown are representative of
two independent experiments.

3.2. Characterization of SP-D Binding to GP by SPR Spectroscopy
SPR spectroscopy was used to further characterize the interaction between hSP-D and GP.
Increasing amounts of hSP-D were injected over the immobilized GP∆TM. As displayed in Figure 2A,
binding was dose-dependent and further kinetic analysis of the binding data yielded association and
dissociation rate constants of (2.61 ± 0.92) × 106 M−1 s−1 and (3.19 ± 0.81) × 10−4 s−1 , respectively,
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using a global fitting to a 1:1 Langmuir interaction model. The deduced apparent equilibrium
dissociation constant (KD ) was 0.12 ± 0.01 nM, indicative of a high affinity.
EBOV GP is a highly glycosylated protein and the majority of the N-glycosylation sites are
concentrated in the glycan cap and mucin-like domain (MLD), while sialylated O-glycans are
predominantly located in the MLD. A soluble trimeric recombinant GP, from which MLD was deleted
(GP∆muc∆TM), was used to investigate the contribution of the MLD domain in the interaction with
SP-D. Dose-dependent binding of hSP-D to the truncated GP was observed and kinetic analysis yielded
ka , kd , and KD values of (3.65 ± 0.21) × 106 M−1 s−1 , (1.21 ± 0.08) × 10−3 s−1 , and 0.33 ± 0.04 nM,
respectively. The SP-D/GP∆TM complex was slightly more stable than the SP-D/ GP∆muc∆TM
complex, as indicated by a 3–4-fold lower dissociation rate constant and the ka value was slightly
higher in the case of GP∆muc∆TM. Despite these minor differences, these data indicate a high affinity
binding of SP-D to both GP forms, suggesting that the mucin domain was dispensable for SP-D binding.

Figure 2. Characterization of the interaction of hSP-D with immobilized GP∆TM by SPR. (A,B) hSP-D
samples (40 µL) were injected at the indicated concentrations over immobilized GP∆TM (4,700 RU,
panel A) or GP∆muc∆TM (2,500 RU, panel B) in 20 mM HEPES, 150 mM NaCl, 5 mM CaCl2 , 0.005%
surfactant P20, and pH 7.4 (HBSCa-P). Fits are shown as red lines and were obtained via global fitting
of the data using a 1:1 Langmuir binding model. (C) hSP-D (3.8 nM) was injected over GP∆TM
(8000 RU) in HBSCa-P containing 5 mM mannose (Man), and 10 mM N-acetyl-glucosamine (GlcNAc)
or 100 µg/mL mannan. (D) hNCRD and its E321K mutant (173 nM) were injected over GP∆TM
(8000 RU) in HBSCa-P. (A–D) The specific binding signals shown were obtained through subtracting
the background signal over a reference surface with 3600 RU of immobilized fatty acid-free BSA.
The results shown are representative of two independent experiments.

To investigate the role of the carbohydrates in the SP-D/GP interaction, SP-D was injected over
immobilized GP in the presence of various carbohydrate ligands. As shown in Figure 2C, SP-D binding
was abolished in the presence of 100 µg/mL mannan, and 50% inhibition was observed in the presence
of 5 mM mannose or 10 mM N-acetylglucosamine (GlcNAc). The isolated CRD domain also bound
to immobilized GP, but the shape of the binding curve was different, with faster association and
dissociation rates (Figure 2C). In addition, reduced binding was observed using the NCRD E321K
mutant (mutNCRD) (Figure 2D), in which replacement of an acidic residue involved in primary
calcium coordination by a lysine residue results in loss of lectin activity [59].
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Altogether, these results indicated that the interaction of SP-D with Ebola GP was mediated via
the calcium-dependent lectin activity of SP-D towards GP glycans, but not those located in the MLD.
3.3. Analysis of hSP-D and pSP-D Binding to Zaire and Reston GP Using SPR Spectroscopy
It has been observed previously that RESTV does not cause disease in humans, whereas its
pathogenic potential is known for monkeys and pigs; interestingly in the latter, the lung was identified
as a critical replication site [60]. On the other hand, porcine SP-D has been shown to exhibit better
hemagglutination activity against influenza A virus than its human counterpart, due to specific glycan
binding features in its CRD. To investigate possible differences in the reactivity of both SP-D species
with EBOV and RESTV, we compared the binding properties of hSP-D and pSP-D for recombinant
GP from Zaïre and Reston Ebola viruses using SPR. Both SP-Ds bound dose-dependently to each GP
(Figure 3 A–D) and kinetic analysis of the binding curves yielded apparent dissociation constants (KD )
in the nanomolar range (0.26–1.02 nM, see Table 1), reflective of high affinity. However, noticeable
differences were observed in the dissociation rate constants, with values of 1.98 × 10−4 s−1 for hSP-D
interaction with EBOV GP and of 8.28 × 10−4 s−1 for the interaction with RESTV GP, indicating a
lower stability of the latter complexes. A similar difference was observed for pSP-D interaction with
EBOV and REST. Conversely, the formation of the complexes with RESTV GP was slightly faster
than that observed for EBOV GP. The affinity obtained here with recombinant EBOV GP expressed
in insect cells and hSP-D (0.26 nM, Table 1) was in the same range as that obtained using the GP
expressed in mammalian cells (0.33 nM) (Figure 2A). However, the ka value was higher for mammalian
GP ((3.65 ± 0.21) × 106 M−1 s−1 ), which might have resulted from the difference in the glycosylation
patterns between the recombinant GPs.

Figure 3. SPR analyses of the interaction of human and porcine SP-D with immobilized
baculovirus-expressed GP∆TM from Zaïre (ZGP∆TM-b) and Reston (RGP∆TM-b) ebolaviruses.
(A,B) Forty microliters of hSP-D and pSP-D were injected at the indicated concentrations over
immobilized ZGP∆TM-b (4800 RU) in 50 mM triethanolamine-HCl, 145 mM NaCl, 2 mM CaCl2 , 0.005%
surfactant P20, and pH 7.4. (C,D) hSP-D and pSP-D were injected over immobilized RGP∆TM-b
(2,700 RU) in the same buffer. (A–D) Fits shown as red lines were obtained by global fitting of the
data using a 1:1 Langmuir binding model. The specific binding signals were obtained by subtracting
the background signal over a reference surface obtained through performing the immobilization step
without added protein. Each kinetic analysis shown is representative of two independent experiments
performed on separate sensor chips.
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Table 1. Kinetic and dissociation constants for the binding of human and porcine SP-D to immobilized
GP from Zaïre and Reston Ebola viruses.
Immobilized Ligand

Soluble Analyte

ka (M−1 s−1 )

kd (s−1 )

KD (M)

ZGP∆TM-his

human SP-D

(7.49 ± 1.10) × 105

(1.98 ± 0.52) × 10−4

(2.62 ± 0.30) × 10−10

ZGP∆TM-his

porcine SP-D

(5.35 ± 0.42) × 105

(2.28 ± 0.50) × 10−4

(4.33 ± 1.27) × 10−10

RGP∆TM-his

human SP-D

(9.94 ± 0.37) ×

105

10−4

(8.35 ± 0.52) × 10−10

RGP∆TM-his

porcine SP-D

(1.29 ± 0.13) × 106

(1.31 ± 0.20) × 10−3

(1.02 ± 0.08) × 10−9

(8.28 ± 0.23) ×

Values are expressed as mean ± standard error of the data obtained in two separate experiments on different
sensor chips.

Importantly, these in vitro interaction data did not provide evidence for a difference in the binding
properties of porcine SP-D for RESTV compared to human SP-D.
3.4. Both hSP-D and pSP-D Enhance Replicative VSV-GP and EBOV Infection
The role of the SP-Ds interaction in virus infection was determined using a plaque assay in Vero
E6 cells. Initial experiments were performed using a recombinant vesicular stomatitis virus expressing
the EBOV GP spike glycoprotein (rVSV-GP) to assay the impact of the collectins on infection. rVSV-GP
was preincubated with AP-SP-A, hSP-D, or MBL. Preincubation of the virus with hSP-D resulted
in an increase of the virus infection compared to non-preincubated virus (p = 0.0014, two-tailed
unpaired Student’s t-test), while no effect was observed with AP-SP-A (p > 0.05, two-tailed unpaired
Student’s t-test) (Figure 4A). MBL was used as a positive control of GP interaction (p = 0.0063, two-tailed
unpaired Student’s t-test) as described in References [17,20]. hSP-D, preincubated with increasing
concentrations (5, 10, and 20 µg/mL), induced a statistically significant dose–response enhancement
of rVSV-GP infection compared to the non-preincubated virus (p = 0.040, p < 0.007 and p < 0.0001,
respectively) (Figure 4B). pSP-D was assayed in a similar manner, which resulted in an increase of
virus infection, as observed for hSP-D (p < 0.0001 and p < 0.0001, respectively, two-tailed unpaired
Student’s t-test) (Figure 4C). In order to clearly differentiate plaques, a low MOI was used for replicative
VSV-GP in these assays, which accounts for a certain variability in the pfu number/well obtained for
the basal infection level (in the absence of added collectins).
To confirm this observation, we next investigated whether SP-D mediated enhancement in a real
EBOV infection model similarly as observed for rVSV-GP. Incubation of wt-EBOV with increasing
concentrations of hSP-D (2.5, 5, and 10 µg/mL) resulted in an increase of virus infection compared
with the non-preincubated virus (p = 0.0002, p = 0.0002, and p < 0.0001, respectively, two-tailed
unpaired Student’s t-test), while no effect was observed with AP-SP-A (p > 0.05, two-tailed unpaired
Student’s t-test) (Figure 4D). The role of the multimeric nature of SP-D was assayed using a hNCRD
construct lacking the multimerization domain. As displayed in Figure 4D, hNCRD lacked the
enhancement activity, indicating a critical role of the oligomeric form of SP-D. As the presence of
the soluble form of the GP, as well as the presence of serum lectins, may interfere with the collectin
binding to GP, the assay was also performed using purified EBOV produced in a serum-free condition.
In the same way, preincubation of purified-EBOV with increasing concentrations of AP-SP-A, hSP-D,
and pSP-D (1, 5, and 10 µg/mL) resulted in an increase of virus infection for both hSP-D and pSP-D,
while no enhancement was obtained for AP-SP-A when compared with the non-preincubated virus
(p < 0.0001, p < 0.003, and p > 0.05, respectively, two-tailed unpaired Student’s t-test) (Figure 4E).
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Figure 4. Enhancement of replicative-GP virus infection. wtVSV-G, rVSV-GP, and EBOV were
preincubated with collectins for 1 h at 37 ◦ C before the infection of Vero E6 cells for 1 h at 37 ◦ C at a
MOI of 5 × 10−4 , 1 × 10−4 , and 2 x 105 in 24-well culture plates, respectively. Cells were infected with
rVSV-GP preincubated with (A) AP-SP-A, hSP-D, and MBL (10 µg/mL), (B) increasing concentrations
of hSP-D (5, 10, and 20 µg/mL), or (C) pSP-D (10 µg/mL). (A, B, and C) At 2 days post-infection,
rVSV-GP replication was measured through determination of the PFU number. (D) Cells were infected
with wt-EBOV preincubated with increasing concentrations of hSP-D (2.5, 5, and 10 µg/mL), hNCRD
(100µg/mL and 300µg/mL), and AP-SP-A (10 µg/mL). (E) Cells were infected with purified-EBOV
preincubated with increasing concentrations of AP-SP-A, hSP-D, and pSP-D (1, 5, and 10 µg/mL).
EBOV replication was measured at 6 days post-infection using an IHC assay. The results for the
preincubated groups were compared to those for the nonpreincubated groups. *, a statistically
difference (p < 0.05, two-tailed unpaired Student’s t-test). The results shown are representative of two
independent experiments.

3.5. SP-D-Mediated RESTV Infection Enhancement in Pulmonary Cells
Since the routes of infection and the replication site may differ between RESTV and EBOV,
we investigated the effect of SP-D on RESTV infection using non-replicative rVSV-RFP-GP expressing
the RESTV GP at the surface of the viral particle (GP-R) (Figure 5A).
When SP-Ds were preincubated with rVSV-RFP-GP-R pseudoparticles, only hSP-D enhanced
the GP-R pseudotyped particles’ infection in VeroE6 (p = 0.0052, two-tailed unpaired Student’s t-test)

Viruses 2019, 11, 15

11 of 17

(Figure 5A) when compared with the non-preincubated particles. Interestingly, pSP-D had no effect
with GP-R particles in such a model (p > 0.05, two-tailed unpaired Student’s t-test).
As SP-D is typically synthesized and secreted using pulmonary epithelial cells, we further
investigated the capacity of SP-D to enhance pseudovirus infection in a lung epithelium model using
the A549 human lung adenocarcinoma cells (Figure 5B). SP-Ds were preincubated with rVSV-RFP-GP-R
pseudoparticles, and the percentage of RFP positive cells was analyzed. The capacity of hSP-D to
enhance rVSV-RFP-GP-R particles expression was confirmed in this model (p = 0.0005, two-tailed
unpaired Student’s t-test). Interestingly, in this pulmonary model cell, and contrary to VeroE6 cells,
pSP-D increased the rVSV-RFP-GP-R particles’ expression (p = 0.0002, two-tailed unpaired Student’s
t-test) compared with the non-preincubated particles. Although similar amounts of viral particles were
used to infect VeroE6 and A549 cells, the latter were clearly less infectable than Vero cells, as reflected
by a lower percentage of infected cells in the absence of added collectins.

Figure 5. Transduction of non-replicative GP-R pseudoparticles in presence of hSP-D and pSP-D.
rVSV-RFP-GP-R pseudoparticles were preincubated with hSP-D and pSP-D (10µg/mL) for 1 h at 37 ◦ C
before incubation with Vero E6 cells (A) or A549 cells (B) for 1 h at 37 ◦ C. RFP level expression was
analyzed using flow cytometry. The results for the preincubated groups were compared to those of
non-preincubated groups. *, a statistically difference (p < 0.05, two-tailed unaired Student’s t-test).
The results shown are the mean of three (Vero E6 cells) and two (A549 cells) independent experiments.

4. Discussion
The innate immune system plays a critical role in response to viral pathogens and innate immune
recognition proteins such as soluble defense collagens, including SP-A and SP-D, are important
players in anti-viral defense. Inhibition of IAV using SP-D was the best characterized, but other
viruses, such as RSV and VACV, were also reported to be inhibited by SP-D [34,39]. A common
inhibition mechanism involves the calcium-dependent interaction of SP-D's CRD domain with sugars
localized on the virus spike glycoprotein leading to neutralization of viral infection. However,
in rare cases, SP-D was described to facilitate infection, as illustrated for Aspergillus fumigatus [61] and
Pneumocystis pneumonia [62]. In this context, our study shows for the first time that SP-D interaction
with a viral glycoprotein can enhance virus infection in mammalian cells.
The interaction between purified EBOV and Reston GP and hSP-D and pSP-D was characterized
using SPR analyses. Both hSP-D and pSP-D bound to GP with a high affinity and the interaction
involved calcium-dependent binding of the lectin CRD domain to GP glycans. Additionally, the shape
of hNCRD-GP SPR binding curve which displays faster association and dissociation rates stresses
the importance of the avidity provided by the multimerization of the full-length protein. This avidity
seems crucial for infection enhancement as hNCRD, while being able to interact with GP, did not
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induce infection enhancement. Importantly, we showed that SP-D also interacted with GP exposed at
the surface of VSV particles or genuine EBOV, resulting in enhanced infection of Vero cells. While MBL
was the first soluble lectin described tobind E BOV GP and to enhance Ebola virus infection in
low complement conditions [18], we have recently shown that a second lectin-like protein, ficolin-1,
also contributes to the enhancement of EBOV infection, independent of the serum complement
level [20]. Ficolin-1 interaction with EBOV-GP was mediated via the fibrinogen-like recognition domain
of ficolin-1 and the mucin-like domain of GP through its sialylated moieties residues. In contrast,
the interaction of SP-D described in this study was maintained in the absence of the GP mucin domain,
as observed previously for MBL [16,18,20]. Interestingly, purified SP-A did not interact with EBOV GP
and logically displayed no ability to modulate EBOV infection. The difference between SP-A and SP-D
might arise from: (i) the different oligomeric organization of SP-A (hexameric, bouquet-like structure)
and SP-D (dodecameric, cross-shaped structure), which can result in variations of spatial organization
of their trimeric CRDs, influencing the binding for carbohydrate ligand patterns present on EBOV GP;
and (ii) their differences in sugar binding specificity. The latter hypothesis seems more plausible since
MBL, which has an oligomeric organization close to that of SP-A, did interact with EBOV-GP.
Membrane anchored C-type lectins are involved in EBOV infection. Cell surface attachment of
EBOV occurs notably through GP binding to membrane lectins (DC-SIGN/L-SIGN, MGL, LSECtin and
Myeloid LSECtin) [9–12,14], an interaction that promotes virus entry in various cell types. In this study,
SP-D was identified as a new soluble lectin involved in EBOV host cell infection. This result suggests
that SP-D likely acts as a multivalent bridging molecule to facilitate attachment of SP-D-bound virus
to host cell co-receptors, in accordance with the lack of viral infection enhancement observed when
wt-EBOV was preincubated with hNCRD. Candidate collectin receptors on epithelial cells that may
interact with the collagen-like regions of SP-D include the calreticulin/CD91 complex [63], the integrin
α2β2 [64], and possibly a yet unidentified SP receptor described by Jakel et al. [65]. In addition to
facilitating the attachment of the virus particles to host cells, the interaction of virus-bound SP-D to the
collagen receptors may have consequences on the modulation of the inflammatory response [66].
Interestingly, hSP-D is also secreted in other parts of the human body as the liver (the major Ebola
virus target), spleen, kidney, lacrimal glands, gastrointestinal tract, and testis [21,22]. Most of these
sites are known for EBOV replication [23], which raises the possibility that SP-D may also influence
infection in several tissues. Interestingly, since SP-D was identified as a new serum biomarker of lung
infection [67] or lung injury, it may be useful to assay SP-D serum level as a possible indicator of EBOV
pathology progression.
RESTV is unique among ebolaviruses because it does not cause disease in humans [68] or in pig
in absence of co-infection [60]. RESTV capacity to infect some animal species exists while the reasons of
its non-pathogenicity in humans are not clear. A recent study showed that extended glycans on Reston
GP are involved in reduced lectin-mediated viral infectivity of RESTV compared to EBOV [69]. In our
study, we did not detect significant differences between hSP-D and pSP-D regarding their capacity
to interact with EBOV GP and to enhance infection, which could explain that EBOV replication was
observed in the lungs of infected pigs [70–72]. In line with their common capacity to interact with
RESTV GP, both hSP-D and pSP-D were able to enhance infection of pulmonary (A549) cells. However,
no significant enhancement of infection was observed for pSP-D in the case of non-pulmonary (Vero E6)
cells, which was unexpected, given the similar data obtained in SPR experiments for the interaction
of pSP-D with the GP of EBOV or RESTV. This suggests that extrapolation of binding data obtained
with purified recombinant proteins to a context of cell infection with viral pseudoparticles might
be too simplistic. In addition, the different origin of the non-pulmonary and pulmonary cells used
(monkey vs human) does not allow direct comparison of the tissue specificity of human and porcine
SP-D. Whether our observations reflect differences in the pathogenesis of RESTV in pig remains to be
investigated. Future studies should be conducted to increase the knowledge on tissue tropism and the
involvement of soluble lectins, notably through the use of ex vivo culture systems of different species
and more filoviruses (notably RESTV).
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In conclusion, SP-D was identified as a new interacting partner of Ebola GP, contributing in the
enhancement of infection instead of providing a first line of defense by inhibiting/neutralizing the
virus. Thus ficolin-1, SP-D, and MBL may constitute a viral network of lectin partners used to subvert
the innate immune system and promote host cells invasion. Further studies are needed to investigate
the underlying mechanisms and the possible role of SP-D in Ebola virus in vivo pathogenesis.
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recombinant trimeric neck+CRDs
surfactant protein A
surfactant protein D
virus-like particle
respiratory syncytial virus
Ebola virus (Reston ebolavirus specie)
red fluorescent protein

References
1.

2.

3.
4.

5.

Osterholm, M.T.; Moore, K.A.; Kelley, N.S.; Brosseau, L.M.; Wong, G.; Murphy, F.A.; Peters, C.J.; LeDuc, J.W.;
Russell, P.K.; Van Herp, M.; et al. Transmission of Ebola viruses: What we know and what we do not know.
mBio 2015, 6, e00137. [CrossRef]
Liu, S.Q.; Deng, C.L.; Yuan, Z.M.; Rayner, S.; Zhang, B. Identifying the pattern of molecular evolution for Zaire
ebolavirus in the 2014 outbreak in West Africa. Infect. Genet. Evol. J. Mol. Epidemiol. Evol. Genet. Infect. Dis. 2015,
32, 51–59. [CrossRef]
Vetter, P.; Fischer, W.A., II; Schibler, M.; Jacobs, M.; Bausch, D.G.; Kaiser, L. Ebola virus shedding and
transmission: Review of current evidence. J. Infect. Dis. 2016, 214, S177–S184. [CrossRef]
Deen, G.F.; McDonald, S.L.R.; Marrinan, J.E.; Sesay, F.R.; Ervin, E.; Thorson, A.E.; Xu, W.; Stroher, U.;
Ongpin, P.; Abad, N.; et al. Implementation of a study to examine the persistence of Ebola virus in the
body fluids of Ebola virus disease survivors in sierra leone: Methodology and lessons learned. PLoS Negl.
Trop. Dis. 2017, 11, e0005723. [CrossRef]
Biava, M.; Caglioti, C.; Bordi, L.; Castilletti, C.; Colavita, F.; Quartu, S.; Nicastri, E.; Lauria, F.N.; Petrosillo, N.;
Lanini, S.; et al. Detection of viral RNA in tissues following plasma clearance from an Ebola virus infected
patient. PLoS Pathog. 2017, 13, e1006065. [CrossRef]

Viruses 2019, 11, 15

6.

7.

8.
9.
10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.
22.

23.

14 of 17

Subissi, L.; Keita, M.; Mesfin, S.; Rezza, G.; Diallo, B.; Van Gucht, S.; Musa, E.O.; Yoti, Z.; Keita, S.;
Djingarey, M.H.; et al. Ebola virus transmission caused by persistently infected survivors of the 2014–2016
outbreak in West Africa. J. Infect. Dis. 2018, 218, S287–S291. [CrossRef]
Barry, A.; Ahuka-Mundeke, S.; Ahmed, Y.A.; Allarangar, Y.; Anoko, J.; Archer, B.N.; Abedi, A.A.; Bagaria, J.;
Belizaire, M.R.; Bhatia, S.; et al. Outbreak of Ebola virus disease in the democratic republic of the congo,
april-may, 2018: An epidemiological study. Lancet 2018, 392, 213–221. [CrossRef]
Dyer, O. Ebola: New outbreak appears in congo a week after epidemic was declared over. BMJ 2018,
362, k3421. [CrossRef]
Alvarez, C.P.; Lasala, F.; Carrillo, J.; Muniz, O.; Corbi, A.L.; Delgado, R. C-type lectins DC-SIGN and L-SIGN
mediate cellular entry by Ebola virus in cis and in trans. J. Virol. 2002, 76, 6841–6844. [CrossRef]
Simmons, G.; Reeves, J.D.; Grogan, C.C.; Vandenberghe, L.H.; Baribaud, F.; Whitbeck, J.C.; Burke, E.;
Buchmeier, M.J.; Soilleux, E.J.; Riley, J.L.; et al. DC-SIGN and DC-SIGNR bind Ebola glycoproteins and
enhance infection of macrophages and endothelial cells. Virology 2003, 305, 115–123. [CrossRef]
Lin, G.; Simmons, G.; Pohlmann, S.; Baribaud, F.; Ni, H.; Leslie, G.J.; Haggarty, B.S.; Bates, P.; Weissman, D.;
Hoxie, J.A.; et al. Differential n-linked glycosylation of human immunodeficiency virus and Ebola virus
envelope glycoproteins modulates interactions with DC-SIGN and DC-SIGNR. J. Virol. 2003, 77, 1337–1346.
[CrossRef]
Dominguez-Soto, A.; Aragoneses-Fenoll, L.; Martin-Gayo, E.; Martinez-Prats, L.; Colmenares, M.;
Naranjo-Gomez, M.; Borras, F.E.; Munoz, P.; Zubiaur, M.; Toribio, M.L.; et al. The DC-SIGN-related lectin
lsectin mediates antigen capture and pathogen binding by human myeloid cells. Blood 2007, 109, 5337–5345.
[CrossRef]
Takada, A.; Fujioka, K.; Tsuiji, M.; Morikawa, A.; Higashi, N.; Ebihara, H.; Kobasa, D.; Feldmann, H.;
Irimura, T.; Kawaoka, Y. Human macrophage c-type lectin specific for galactose and n-acetylgalactosamine
promotes filovirus entry. J. Virol. 2004, 78, 2943–2947. [CrossRef]
Zhao, D.; Han, X.; Zheng, X.; Wang, H.; Yang, Z.; Liu, D.; Han, K.; Liu, J.; Wang, X.; Yang, W.; et al.
The myeloid lsectin is a dap12-coupled receptor that is crucial for inflammatory response induced by Ebola
virus glycoprotein. PLoS Pathog. 2016, 12, e1005487.
White, M.R.; Crouch, E.; Chang, D.; Sastry, K.; Guo, N.; Engelich, G.; Takahashi, K.; Ezekowitz, R.A.;
Hartshorn, K.L. Enhanced antiviral and opsonic activity of a human mannose-binding lectin and surfactant
protein d chimera. J. Immunol. 2000, 165, 2108–2115. [CrossRef]
Ji, X.; Olinger, G.G.; Aris, S.; Chen, Y.; Gewurz, H.; Spear, G.T. Mannose-binding lectin binds to Ebola
and marburg envelope glycoproteins, resulting in blocking of virus interaction with DC-SIGN and
complement-mediated virus neutralization. J. Gen. Virol. 2005, 86, 2535–2542. [CrossRef]
Michelow, I.C.; Dong, M.; Mungall, B.A.; Yantosca, L.M.; Lear, C.; Ji, X.; Karpel, M.; Rootes, C.L.; Brudner, M.;
Houen, G.; et al. A novel l-ficolin/mannose-binding lectin chimeric molecule with enhanced activity against
Ebola virus. J. Biol. Chem. 2010, 285, 24729–24739. [CrossRef]
Brudner, M.; Karpel, M.; Lear, C.; Chen, L.; Yantosca, L.M.; Scully, C.; Sarraju, A.; Sokolovska, A.;
Zariffard, M.R.; Eisen, D.P.; et al. Lectin-dependent enhancement of Ebola virus infection via soluble
and transmembrane c-type lectin receptors. PLoS ONE 2013, 8, e60838. [CrossRef]
Michelow, I.C.; Lear, C.; Scully, C.; Prugar, L.I.; Longley, C.B.; Yantosca, L.M.; Ji, X.; Karpel, M.; Brudner, M.;
Takahashi, K.; et al. High-dose mannose-binding lectin therapy for Ebola virus infection. J. Infect. Dis. 2011,
203, 175–179. [CrossRef]
Favier, A.L.; Gout, E.; Reynard, O.; Ferraris, O.; Kleman, J.P.; Volchkov, V.; Peyrefitte, C.; Thielens, N.M.
Enhancement of Ebola virus infection via ficolin-1 interaction with the mucin domain of gp glycoprotein.
J. Virol. 2016, 90, 5256–5269. [CrossRef]
Madsen, J.; Kliem, A.; Tornoe, I.; Skjodt, K.; Koch, C.; Holmskov, U. Localization of lung surfactant protein d
on mucosal surfaces in human tissues. J. Immunol. 2000, 164, 5866–5870. [CrossRef]
Herias, M.V.; Hogenkamp, A.; van Asten, A.J.; Tersteeg, M.H.; van Eijk, M.; Haagsman, H.P. Expression
sites of the collectin sp-d suggest its importance in first line host defence: Power of combining in situ
hybridisation, RT-PCR and immunohistochemistry. Mol. Immunol. 2007, 44, 3324–3332. [CrossRef]
Martines, R.B.; Ng, D.L.; Greer, P.W.; Rollin, P.E.; Zaki, S.R. Tissue and cellular tropism, pathology and
pathogenesis of Ebola and marburg viruses. J. Pathol. 2015, 235, 153–174. [CrossRef]

Viruses 2019, 11, 15

24.
25.
26.
27.

28.

29.
30.

31.

32.
33.
34.

35.

36.

37.

38.

39.
40.

41.

42.

43.

15 of 17

Crouch, E.; Wright, J.R. Surfactant proteins A and D and pulmonary host defense. Annu. Rev. Physiol. 2001,
63, 521–554. [CrossRef]
Haczku, A. Protective role of the lung collectins surfactant protein A and surfactant protein D in airway
inflammation. J. Allergy Clin. Immunol. 2008, 122, 861–879. [CrossRef]
Haagsman, H.P.; Hogenkamp, A.; van Eijk, M.; Veldhuizen, E.J. Surfactant collectins and innate immunity.
Neonatology 2008, 93, 288–294. [CrossRef]
Arroyo, R.; Martin-Gonzalez, A.; Echaide, M.; Jain, A.; Brondyk, W.H.; Rosenbaum, J.; Moreno-Herrero, F.;
Perez-Gil, J. Supramolecular assembly of human pulmonary surfactant protein SP-D. J. Mol. Biol. 2018,
430, 1495–1509. [CrossRef]
Kishore, U.; Greenhough, T.J.; Waters, P.; Shrive, A.K.; Ghai, R.; Kamran, M.F.; Bernal, A.L.; Reid, K.B.; Madan, T.;
Chakraborty, T. Surfactant proteins SP-A and SP-D: Structure, function and receptors. Mol. Immunol. 2006,
43, 1293–1315. [CrossRef]
Holmskov, U.; Malhotra, R.; Sim, R.B.; Jensenius, J.C. Collectins: Collagenous c-type lectins of the innate
immune defense system. Immunol. Today 1994, 15, 67–74. [CrossRef]
Sahly, H.; Keisari, Y.; Crouch, E.; Sharon, N.; Ofek, I. Recognition of bacterial surface polysaccharides by
lectins of the innate immune system and its contribution to defense against infection: The case of pulmonary
pathogens. Infect. Immun. 2008, 76, 1322–1332. [CrossRef]
Reading, P.C.; Pickett, D.L.; Tate, M.D.; Whitney, P.G.; Job, E.R.; Brooks, A.G. Loss of a single n-linked glycan
from the hemagglutinin of influenza virus is associated with resistance to collectins and increased virulence
in mice. Respir. Res. 2009, 10, 117. [CrossRef]
Crouch, E.; Hartshorn, K.; Ofek, I. Collectins and pulmonary innate immunity. Immunol. Rev. 2000, 173, 52–65.
[CrossRef]
Epstein, J.; Eichbaum, Q.; Sheriff, S.; Ezekowitz, R.A. The collectins in innate immunity. Curr. Opin. Immunol.
1996, 8, 29–35. [CrossRef]
Perino, J.; Thielens, N.M.; Crouch, E.; Spehner, D.; Crance, J.M.; Favier, A.L. Protective effect of surfactant
protein d in pulmonary vaccinia virus infection: Implication of a27 viral protein. Viruses 2013, 5, 928–953.
[CrossRef]
Van Eijk, M.; Rynkiewicz, M.J.; White, M.R.; Hartshorn, K.L.; Zou, X.; Schulten, K.; Luo, D.; Crouch, E.C.;
Cafarella, T.R.; Head, J.F.; et al. A unique sugar-binding site mediates the distinct anti-influenza activity of
pig surfactant protein d. J. Biol. Chem. 2012, 287, 26666–26677. [CrossRef]
Van Eijk, M.; Rynkiewicz, M.J.; Khatri, K.; Leymarie, N.; Zaia, J.; White, M.R.; Hartshorn, K.L.; Cafarella, T.R.;
van Die, I.; Hessing, M.; et al. Lectin-mediated binding and sialoglycans of porcine surfactant protein D
synergistically neutralize influenza a virus. J. Biol. Chem. 2018, 293, 10646–10662. [CrossRef]
Hartshorn, K.L.; Crouch, E.C.; White, M.R.; Eggleton, P.; Tauber, A.I.; Chang, D.; Sastry, K. Evidence for a
protective role of pulmonary surfactant protein D (SP-D) against influenza a viruses. J. Clin. Investig. 1994,
94, 311–319. [CrossRef]
Hickling, T.P.; Bright, H.; Wing, K.; Gower, D.; Martin, S.L.; Sim, R.B.; Malhotra, R. A recombinant trimeric
surfactant protein D carbohydrate recognition domain inhibits respiratory syncytial virus infection in vitro
and in vivo. Eur. J. Immunol. 1999, 29, 3478–3484. [CrossRef]
Griese, M. Respiratory syncytial virus and pulmonary surfactant. Viral Immunol. 2002, 15, 357–363. [CrossRef]
LeVine, A.M.; Elliott, J.; Whitsett, J.A.; Srikiatkhachorn, A.; Crouch, E.; DeSilva, N.; Korfhagen, T. Surfactant
protein-D enhances phagocytosis and pulmonary clearance of respiratory syncytial virus. Am. J. Respir. Cell
Mol. Biol. 2004, 31, 193–199. [CrossRef]
Hartshorn, K.L.; White, M.R.; Tecle, T.; Holmskov, U.; Crouch, E.C. Innate defense against influenza A virus:
Activity of human neutrophil defensins and interactions of defensins with surfactant protein d. J. Immunol.
2006, 176, 6962–6972. [CrossRef]
White, M.R.; Boland, P.; Tecle, T.; Gantz, D.; Sorenson, G.; Tornoe, I.; Holmskov, U.; McDonald, B.;
Crouch, E.C.; Hartshorn, K.L. Enhancement of antiviral activity of collectin trimers through cross-linking
and mutagenesis of the carbohydrate recognition domain. J. Innate Immun. 2010, 2, 267–279. [CrossRef]
Qi, L.; Kash, J.C.; Dugan, V.G.; Jagger, B.W.; Lau, Y.F.; Sheng, Z.M.; Crouch, E.C.; Hartshorn, K.L.;
Taubenberger, J.K. The ability of pandemic influenza virus hemagglutinins to induce lower respiratory
pathology is associated with decreased surfactant protein d binding. Virology 2011, 412, 426–434. [CrossRef]

Viruses 2019, 11, 15

44.

45.

46.

47.

48.
49.

50.

51.

52.

53.

54.

55.

56.
57.

58.

59.

60.

16 of 17

Kongchanagul, A.; Suptawiwat, O.; Boonarkart, C.; Kitphati, R.; Puthavathana, P.; Uiprasertkul, M.;
Auewarakul, P. Decreased expression of surfactant protein D mrna in human lungs in fatal cases of H5N1
avian influenza. J. Med. Virol. 2011, 83, 1410–1417. [CrossRef] [PubMed]
Garbutt, M.; Liebscher, R.; Wahl-Jensen, V.; Jones, S.; Moller, P.; Wagner, R.; Volchkov, V.; Klenk, H.D.;
Feldmann, H.; Stroher, U. Properties of replication-competent vesicular stomatitis virus vectors expressing
glycoproteins of filoviruses and arenaviruses. J. Virol. 2004, 78, 5458–5465. [CrossRef] [PubMed]
Volchkov, V.E.; Volchkova, V.A.; Muhlberger, E.; Kolesnikova, L.V.; Weik, M.; Dolnik, O.; Klenk, H.D.
Recovery of infectious Ebola virus from complementary DNA: RNA editing of the gp gene and viral
cytotoxicity. Science 2001, 291, 1965–1969. [CrossRef] [PubMed]
Martinez, M.J.; Biedenkopf, N.; Volchkova, V.; Hartlieb, B.; Alazard-Dany, N.; Reynard, O.; Becker, S.;
Volchkov, V. Role of Ebola virus VP30 in transcription reinitiation. J. Virol. 2008, 82, 12569–12573. [CrossRef]
[PubMed]
Reynard, O.; Volchkov, V.E. Characterization of a novel neutralizing monoclonal antibody against Ebola
virus gp. J. Infect. Dis. 2015, 212 (Suppl. 2), S372–S378. [CrossRef]
Teillet, F.; Lacroix, M.; Thiel, S.; Weilguny, D.; Agger, T.; Arlaud, G.J.; Thielens, N.M. Identification of the site
of human mannan-binding lectin involved in the interaction with its partner serine proteases: The essential
role of LYS55. J. Immunol. 2007, 178, 5710–5716. [CrossRef]
Jacquet, M.; Lacroix, M.; Ancelet, S.; Gout, E.; Gaboriaud, C.; Thielens, N.M.; Rossi, V. Deciphering
complement receptor type 1 interactions with recognition proteins of the lectin complement pathway.
J. Immunol. 2013, 190, 3721–3731. [CrossRef]
Crouch, E.C.; Smith, K.; McDonald, B.; Briner, D.; Linders, B.; McDonald, J.; Holmskov, U.; Head, J.;
Hartshorn, K. Species differences in the carbohydrate binding preferences of surfactant protein D. Am. J.
Respir. Cell Mol. Biol. 2006, 35, 84–94. [CrossRef] [PubMed]
Carlson, T.K.; Torrelles, J.B.; Smith, K.; Horlacher, T.; Castelli, R.; Seeberger, P.H.; Crouch, E.C.; Schlesinger, L.S.
Critical role of amino acid position 343 of surfactant protein-D in the selective binding of glycolipids from
mycobacterium tuberculosis. Glycobiology 2009, 19, 1473–1484. [CrossRef] [PubMed]
Van Eijk, M.; Bruinsma, L.; Hartshorn, K.L.; White, M.R.; Rynkiewicz, M.J.; Seaton, B.A.; Hemrika, W.;
Romijn, R.A.; van Balkom, B.W.; Haagsman, H.P. Introduction of n-linked glycans in the lectin domain of
surfactant protein D: Impact on interactions with influenza a viruses. J. Biol. Chem. 2011, 286, 20137–20151.
[CrossRef] [PubMed]
Gout, E.; Garlatti, V.; Smith, D.F.; Lacroix, M.; Dumestre-Perard, C.; Lunardi, T.; Martin, L.; Cesbron, J.Y.;
Arlaud, G.J.; Gaboriaud, C.; et al. Carbohydrate recognition properties of human ficolins: Glycan array
screening reveals the sialic acid binding specificity of M-ficolin. J. Biol. Chem. 2010, 285, 6612–6622. [CrossRef]
Lacroix, M.; Dumestre-Perard, C.; Schoehn, G.; Houen, G.; Cesbron, J.Y.; Arlaud, G.J.; Thielens, N.M. Residue
LYS57 in the collagen-like region of human L-ficolin and its counterpart LYS47 in H-ficolin play a key role
in the interaction with the mannan-binding lectin-associated serine proteases and the collectin receptor
calreticulin. J. Immunol. 2009, 182, 456–465. [CrossRef] [PubMed]
Lee, J.E.; Fusco, M.L.; Hessell, A.J.; Oswald, W.B.; Burton, D.R.; Saphire, E.O. Structure of the Ebola virus
glycoprotein bound to an antibody from a human survivor. Nature 2008, 454, 177–182. [CrossRef] [PubMed]
Lee, J.E.; Fusco, M.L.; Abelson, D.M.; Hessell, A.J.; Burton, D.R.; Saphire, E.O. Techniques and tactics used in
determining the structure of the trimeric ebolavirus glycoprotein. Acta Crystallogr. D Biol. Crystallogr. 2009,
65, 1162–1180. [CrossRef]
Martinez, O.; Tantral, L.; Mulherkar, N.; Chandran, K.; Basler, C.F. Impact of Ebola mucin-like domain on
antiglycoprotein antibody responses induced by Ebola virus-like particles. J. Infect. Dis. 2011, 204 (Suppl. 3),
S825–S832. [CrossRef]
Tecle, T.; White, M.R.; Sorensen, G.; Gantz, D.; Kacak, N.; Holmskov, U.; Smith, K.; Crouch, E.C.;
Hartshorn, K.L. Critical role for cross-linking of trimeric lectin domains of surfactant protein d in antiviral
activity against influenza a virus. Biochem. J. 2008, 412, 323–329. [CrossRef]
Marsh, G.A.; Haining, J.; Robinson, R.; Foord, A.; Yamada, M.; Barr, J.A.; Payne, J.; White, J.; Yu, M.;
Bingham, J.; et al. Ebola reston virus infection of pigs: Clinical significance and transmission potential.
J. Infect. Dis. 2011, 204 (Suppl. 3), S804–S809. [CrossRef]

Viruses 2019, 11, 15

61.

62.

63.

64.
65.
66.
67.

68.

69.

70.

71.
72.

17 of 17

Yang, Z.; Jaeckisch, S.M.; Mitchell, C.G. Enhanced binding of aspergillus fumigatus spores to A549 epithelial
cells and extracellular matrix proteins by a component from the spore surface and inhibition by rat lung
lavage fluid. Thorax 2000, 55, 579–584. [CrossRef] [PubMed]
Vuk-Pavlovic, Z.; Mo, E.K.; Icenhour, C.R.; Standing, J.E.; Fisher, J.H.; Limper, A.H. Surfactant protein D
enhances pneumocystis infection in immune-suppressed mice. Am. J. Physiol. Lung Cell. Mol. Physiol. 2006,
290, L442–L449. [CrossRef] [PubMed]
Ogden, C.A.; de Cathelineau, A.; Hoffmann, P.R.; Bratton, D.; Ghebrehiwet, B.; Fadok, V.A.; Henson, P.M.
C1q and mannose binding lectin engagement of cell surface calreticulin and CD91 initiates macropinocytosis
and uptake of apoptotic cells. J. Exp. Med. 2001, 194, 781–795. [CrossRef] [PubMed]
Zutter, M.M.; Edelson, B.T. The α2β1 integrin: A novel collectin/c1q receptor. Immunobiology 2007,
212, 343–353. [CrossRef] [PubMed]
Jakel, A.; Qaseem, A.S.; Kishore, U.; Sim, R.B. Ligands and receptors of lung surfactant proteins SP-A and
SP-D. Front. Biosci. 2013, 18, 1129–1140. [CrossRef]
Watson, A.; Phipps, M.J.S.; Clark, H.W.; Skylaris, C.K.; Madsen, J. Surfactant proteins a and d: Trimerized innate
immunity proteins with an affinity for viral fusion proteins. J. Innate Immun. 2018, 11, 11–26. [CrossRef]
Delgado, C.; Krotzsch, E.; Jimenez-Alvarez, L.A.; Ramirez-Martinez, G.; Marquez-Garcia, J.E.;
Cruz-Lagunas, A.; Moran, J.; Hernandez, C.; Sierra-Vargas, P.; Avila-Moreno, F.; et al. Serum surfactant
protein D (SP-D) is a prognostic marker of poor outcome in patients with A/H1N1 virus infection. Lung
2015, 193, 25–30. [CrossRef]
Barrette, R.W.; Metwally, S.A.; Rowland, J.M.; Xu, L.; Zaki, S.R.; Nichol, S.T.; Rollin, P.E.; Towner, J.S.;
Shieh, W.J.; Batten, B.; et al. Discovery of swine as a host for the reston ebolavirus. Science 2009, 325, 204–206.
[CrossRef]
Fujihira, H.; Usami, K.; Matsuno, K.; Takeuchi, H.; Denda-Nagai, K.; Furukawa, J.I.; Shinohara, Y.; Takada, A.;
Kawaoka, Y.; Irimura, T. A critical domain of ebolavirus envelope glycoprotein determines glycoform and
infectivity. Sci. Rep. 2018, 8, 5495. [CrossRef]
Kobinger, G.P.; Leung, A.; Neufeld, J.; Richardson, J.S.; Falzarano, D.; Smith, G.; Tierney, K.; Patel, A.;
Weingartl, H.M. Replication, pathogenicity, shedding, and transmission of zaire ebolavirus in pigs.
J. Infect. Dis. 2011, 204, 200–208. [CrossRef]
Weingartl, H.M.; Embury-Hyatt, C.; Nfon, C.; Leung, A.; Smith, G.; Kobinger, G. Transmission of Ebola virus
from pigs to non-human primates. Sci. Rep. 2012, 2, 811. [CrossRef] [PubMed]
Nfon, C.K.; Leung, A.; Smith, G.; Embury-Hyatt, C.; Kobinger, G.; Weingartl, H.M. Immunopathogenesis
of severe acute respiratory disease in zaire ebolavirus-infected pigs. PLoS ONE 2013, 8, e61904. [CrossRef]
[PubMed]
© 2019 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

